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METHODS OF IMMUNIZING PREGNANT
HEIFERS AT THREE MONTHS OF
GESTATION

TECHNICAL FIELD

The present invention relates to veterinary vaccines gener-
ally, and more particularly to the vaccination of pregnant
heifers and/or pregnant cows to provide immune protection to
new born calves.

BACKGROUND

Neonatal diarrhea 1n calves, also known as scours, causes
significant economic loss to the cattle industry. There are
several etiological agents that are associated with neonatal
diarrhea. The most common ones are rotavirus, coronavirus,
cryptosporidium, clostridium perfringens [type(s) A, B, C,
and/or D] and E. coli. A current method of combating these
pathogens 1n neonates 1s through passive protection via
maternal vaccination. Accordingly, vaccines are adminis-
tered to pregnant cattle to provide passive protection to neo-
natal calves through ingestion of colostrum. Typically, such
vaccines are administered to the pregnant animals 2-3 months
prior to calving. For example, a common vaccine made up of
Bovine Rotavirus-Coronavirus Vaccine, Killed Virus, C. per-
fringens Type C&D-Escherichia coli Bacterin-Toxoid has a
product label that recommends two doses (2 mL/dose)
administered subcutaneously to healthy, pregnant heifers
and/or pregnant cows, with the primary vaccination three
months prior to parturition and a booster 3-6 weeks following,
the initial administration. For subsequent annual vaccina-
tions, the current label recommends revaccinating with a
single 2 mL dose 5-7 weeks prior to calving.

Whereas it has long been a common practice for producers
to check their cattle for pregnancy at approximately 3 months
gestation, 1.e., at approximately 6 months prior to calving,
heretotfore vaccines have been mitially administered to cattle
2 to 3 months prior to calving and as a booster approximately
1 to 2 months prior to calving. This procedure requires pro-
ducers to assemble ndividual cattle on multiple separate
occasions, which results 1n increased stress on the animals
and increased costs for the producers. Therefore, there 1s a
need to develop new procedures that lower the number of
times producers are required to assemble 1individual heifers
and/or cows.

The citation of any reference herein should not be con-
strued as an admission that such reference is available as
“prior art” to the instant application.

BRIEF SUMMARY OF THE INVENTION

The present invention provides methods that can be used to
protect against neonatal diarrhea (also known as scours).
Methods provided by the present invention also can be used as
an aid in the prevention of neonatal calf diarrhea. The present
invention further provides methods that can be used in the
control of neonatal calf diarrhea. Methods provided by the
present invention also can be used to provide passive immu-
nity against neonatal calf diarrhea. In addition, the present
invention provides methods for protecting against neonatal
diarrhea and/or aiding in the prevention of neonatal diarrhea,
and/or providing passive immunity against neonatal calf diar-
rhea while also reducing the number of separate occasions a
producer 1s required to assemble the cattle.

Accordingly, methods of the present invention can com-
prise administering to a pregnant bovine, 1.€., a pregnant
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heifer or pregnant cow, an effective immunizing amount of a
vaccine comprising an antigen from a pathogen associated
with neonatal diarrhea (e.g., a primary vaccine) at about 5 to
7 months prior to parturition (at about 2 to 4 months post-
conception). Alter parturition the calf 1s provided colostrum
from one or more such vaccinated heifers and/or vaccinated
cows. The calf receives passive immunity through ingestion
of colostrum. In particular embodiments, the vaccine, e.g., a
primary vaccine, 1s administered about 5 to 6 months prior to
parturition (at about 3 to 4 months post-conception). In
related embodiments the vaccine, e€.g., a primary vaccine, 1S
administered about 6 months prior to parturition, at about 3
months post-conception.

The colostrum may be provided directly, 1.e., by allowing
the call to nurse directly from a vaccinated cow and/or a
vaccinated heifer, or indirectly, e.g., by bottle feeding the calf
colostrum obtained from one or more such vaccinated heifers
and/or vaccinated cows. In certain embodiments, after a vac-
cinated pregnant heifer or a vaccinated pregnant cow gives
birth to a calf, the caltf'1s allowed to nurse from that vaccinated
heifer or vaccinated cow. In certain embodiments, after a
vaccinated pregnant heifer or a vaccinated pregnant cow gives
birth to a calf, the calf i1s bottle-fed with colostrum obtained
from that vaccinated heifer or vaccinated cow.

A pathogen associated with neonatal diarrhea can be any
pathogenic agent that can cause neonatal diarrhea (i.e., an
ctiological agent) and/or one that leads to an increase 1n the
severity of the disease. A pathogenic agent can be a bacte-
rium, a virus, a protozoan, or any combination of these three
pathogenic agents.

Any of the methods of the present invention can further
comprise administering a booster vaccine 2 to 6 weeks after
the administering of the primary vaccine. In particular
embodiments the booster vaccine 1s administered 3 to 6
weeks after the administering of the primary vaccine. In more
particular embodiments the booster vaccine 1s administered 4
weeks Tollowing 1nitial vaccination. In most embodiments the
booster vaccine will be 1dentical to that of the primary vac-
cine. In other embodiments, the booster vaccine will be miss-
ing one or more components of the primary vaccine. In still
other embodiments the booster vaccine will contain one or
more components not 1n the primary vaccine. In yet other
embodiments the booster vaccine will have components that
have been substituted for those 1n the primary vaccine.

In certain embodiments the vaccine comprises iactivated
Escherichia coli (E. coli) or an extract thereof. In particular
embodiments of this type, the extract 1s a cell-free extract of
E. coli pilus type K99. In other embodiments the extract 1s a
cell-free extract of E. coli pilus type F41. In still other
embodiments the extract 1s a combination of cell-free extracts
of E. coli pilus type K99 and E. coli pilus type F41. In yet
other embodiments the vaccine comprises one or more (e.g.,
2) mactivated bovine corona virus strains. In still other
embodiments the vaccine comprises one or more inactivated
(e.g., 2) bovine rotavirus strains. In yet other embodiments
the vaccine comprises a bacterin toxoid from C. perfringens.
In particular embodiments of this type the bacterin toxoid 1s
trom C. perfringens type(s) A, and/or B, and/or C, and/or D.
In still other embodiments the vaccine comprises an antigen
from cryptosporidium parvum. In yet other embodiments of
the present invention, the vaccine comprises combinations of
all or any o the pathogens listed above. Thus in some embodi-
ments the vaccine comprises a cell-free extract of E. colipilus
type K99 and/or E. coli pilus type F41, two (or more) 1nacti-
vated bovine coronavirus strains, a C. perfringens bacterin
toxoid from C. perfringens type(s) A, and/or B, and/or C,
and/or D, two (or more) 1nactivated rotavirus strains, and/or
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an antigen from cryptosporidium parvum. In particular
embodiments the vaccine comprises a cell-free extract of K99
pilus type of E.coli, a combination of two mnactivated coro-
naviruses strains, two G-types ol inactivated rotavirus strains,
and a bacterin toxoid from C. perfringens types C and D. In
one such vaccine of this type, the vaccine 1s a multiple antigen
product GUARDIAN® Scours Vaccine, which contains a
cell-free extract of K99 pilus type of E. coli, acombination of
two 1nactivated coronaviruses strains, two G-types of 1nacti-
vated rotavirus strains, and a bacterin toxoid from C. perfrin-
gens types C and D and 1s marketed by Intervet/Schering-
Plough Animal Health.

In a related aspect, the present invention provides methods
for providing passive immunity and/or protection against
enterotoxemia. Such methods can comprise administering to
a heifer or cow that 1s pregnant with a calf an effective immu-
nizing amount of a vaccine (e.g., a primary vaccine) at about
S to 7 months prior to parturition in which the vaccine com-
prises a bacterin toxoid from C. perfringens. Such embodi-
ments comprise administering a vaccine that comprises a
bacterin toxoid from C. perfringens types C and/or D (and/or
C. perfringens types A and/or B) to a pregnant heifer or a
pregnant cow at about 5 to 7 months prior to parturition. After
parturition the calf 1s provided colostrum from one or more
such vaccinated heifers and/or vaccinated cows. The calf
receives passive immunity and/or protection from ingestion
of colostrum against enterotoxemia that 1s due to C. perfrin-
gens. In particular embodiments, the vaccine, €.g., a primary
vaccing, 1s administered about 5 to 6 months prior to parturi-
tion. In related embodiments the vaccine, e.g., a primary
vaccine, 1s administered about 6 months prior to parturition.
Such methods also can further comprise administering a
booster dose of the vaccine 2 to 6 weeks after the administer-
ing of the primary vaccine. In particular embodiments the
booster vaccine 1s administered 3 to 6 weeks after the admin-
istering of the primary vaccine.

In st1ll another related aspect of the present invention meth-
ods are provided for aiding 1n the protection of calves from
neonatal diarrhea by vaccinating pregnant cows and/or preg-
nant heifers, while minimizing and/or reducing the number of
separate occasions producers are required to the pregnant
cows and/or pregnant heifers. In certain such embodiments
the method comprises administering to a heifer or cow that 1s
pregnant with a call an effective immunizing amount of a
primary vaccine on the same occasion that the heifer or cow 1s
checked for pregnancy. After parturition the calf 1s provided
colostrum from one or more such vaccinated heifers and/or
vaccinated cows. In this manner the number of separate occa-
s1ons a producer 1s required to assemble the cattle 1s reduced
and the calf receives protection from neonatal diarrhea e.g.,
from maternal antibodies and/or ingestion of colostrums.

The present invention therefore, provides methods for aid-
ing in the prevention of neonatal diarrhea. Some such
embodiments comprise admimstering to a pregnant heifer or
pregnant cow at about 5 to 7 months prior to parturition a
vaccine that comprises an antigen from a pathogen associated
with and/or that causes neonatal diarrhea. After parturition
the calf 1s provided colostrum from one or more of such
vaccinated heifers and/or vaccinated cows. In certain embodi-
ments, after the pregnant heifer or pregnant cow gives birth to
a calt, the calf 1s then allowed to nurse from that heifer or cow.
In certain embodiments, after a vaccinated pregnant heifer or
a vaccinated pregnant cow gives birth to a calf, the calf 1s
bottle-fed with colostrum obtained from that vaccinated
heifer or vaccinated cow.

The present invention also provides methods for aiding in
the control of neonatal diarrhea. Certain such embodiments
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comprise administering a vaccine, €.g., a primary vaccine,
that comprises one or more (e.g., 2) mactivated bovine coro-
navirus strains to a pregnant heifer or a pregnant cow at about
5 to 7 months prior to parturition. In particular embodiments,
the vaccine, e.g., a primary vaccine, 1s administered about 3 to
6 months prior to parturition. In related embodiments the
vaccine, €.g., a primary vaccine, 1s administered about 6
months prior to parturition. After parturition the calf 1s pro-
vided colostrum from one or more such vaccinated heifers
and/or vaccinated cows. In certain such embodiments, after
the pregnant heifer or pregnant cow gives birth to a calf, the
calfis then allowed to nurse from that heifer or cow. In certain
embodiments, after a vaccinated pregnant heifer or a vacci-
nated pregnant cow gives birth to a calf, the calf 1s bottle-fed
with colostrum obtained from that vaccinated heifer or vac-
cinated cow.

The vaccines of the present invention may contain an adju-
vant. Such adjuvants include but are not limited to surface
active substances like polymers or block-polymers including
carbopol, DEAE dextran, saponins and their derivatives,
detergents such as tween-80, pluronics, emulsions of mineral
or vegetable o1l or animal o1ls (squalane/squalene), aluminum
salts (aluminum hydroxide and aluminum phosphate). The
adjuvant combination may be presented in aqueous, oil,
encapsulated (control or delayed release) or microencapsus-
lated forms.

These and other aspects of the present invention will be
better appreciated by reference to the following Detailed
Description.

DETAILED DESCRIPTION OF THE INVENTION

In one aspect, the present mvention provides new proce-
dures that lower the number of separate occasions producers
are required to assemble individual cattle. In particular
embodiments the number of times that an individual heifer
and/or cow 1s individually assembled is reduced by adminis-
tering a vaccine containing Rotavirus, and/or Coronavirus,
and/or Clostridium perfringens (alpha and/or, beta and/or
epsilon toxoid), and/or Escherichia coli (K99 and/or F41
fimbriae), and/or an antigen from cryptosporidium at the
same time as the heifer and/or cow 1s checked for pregnancy.
In related embodiments, such a vaccine 1s administered to
pregnant heifers and/or pregnant cows at 2 to 4 months ges-
tation, 1.€., at 5 to 7 months prior to calving to provide passive
immunity to neonatal calves. In particular embodiments such
a vaccine 1s administered to pregnant heifers and/or pregnant
cows at about 3 months gestation, (1.e., at about 6 months
prior to calving) to provide passive immunity to neonatal
calves.

All of the methodology provided herein 1s appropnate for
the dairy industry, in which newborn calves are manually fed
with a bottle containing the colostrum, and/or for the beef
industry, in which the calves are allowed to nurse directly
from the cow or heifer. Thus, the new born (e.g., day old) calf
1s provided colostrum from the vaccinated cows or heifers
either directly through nursing, or indirectly, e.g., through
bottle feeding with colostrum from vaccinated cattle.

Accordingly, the present invention relates to a method of
vaccinating pregnant cattle (heifers or cows) 5 to 7 months
prior to calving [see e.g., Jayappa et al., Veterinary Therapeu-
tics 9(4) 283-289 (2008), the contents of which are hereby
incorporated in their entireties by reference]. The vaccine can
be as a monovalent vaccine or 1n any combination vaccine
comprising Rotavirus, Coronavirus, Clostridium perfringens
(alpha, beta and epsilon toxoi1d), Escherichia coli (K99 and/or
F41 fimbirae), and/or an antigen from cryptosporidium par-
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vum. The vaccine may be given as single dose or 1n two or
more doses, with the first dose coinciding with checking the
heifer and/or cow for pregnancy.

In another aspect, the present invention provides new pro-

cedures for providing passive immunity to a day old calf 5

against C. perfringens. One such method comprises admin-
istering to a pregnant heifer and/or pregnant cow an effective
immunizing amount of a vaccine composition against C. per-
fringens at 5 to 7 months prior to parturition of the calf, 1.e., at
2 to 4 months gestation of the calf. In particular embodiments,
the methods comprise administering to the pregnant heifer
and/or pregnant cow an elfective immunizing amount of a
vaccine composition against C. perfringens at about 6 months
prior to parturition of the calf, 1.e., at about 3 months gesta-
tion.

In certain embodiments the vaccine against C. perfringens
comprises antigens that elicit an immune response to C. per-
fringens types A and/or B and/or C and/or D. In certain
embodiments, the vaccine against C. perfringens may elicit
an antibody response to C. perfringens type A alpha toxoid
and/or C. perfringens type C beta toxoid and/or C. perfrin-
gens type D epsilon toxoid in the pregnant heifer and/or
pregnant cow and/or 1n the calf.

In particular embodiments, the colostrum from the cow/
heifer and/or the calf’s serum (following ingestion of colos-
trum from the vaccinated cow/heifer soon after birth) may
comprise antitoxin to C. perfringens alpha and/or beta and/or
epsilon toxin. In certain embodiments, the colostrum from the

cow/heifer and/or the calf’s serum (following ingestion of

colostrum from the vaccinated cow/heifer soon after birth)
may comprise at least about 1 epsilon antitoxin unit/mL. In
certain embodiments, the colostrum from the cow/heifer and/
or the call’s serum (following ingestion of colostrum from the
vaccinated cow/heifer soon after birth) may comprise about 2
beta antitoxin units/ml.. In certain embodiments, the colos-
trum from the cow/heifer and/or the calf’s serum (following,
ingestion of colostrum from the vaccinated cow/heifer soon
after birth) may comprise about 1 alpha antitoxin unit/mlL.

In particular embodiments, the antigen may be a C. per-

fringens bacterin. In additional embodiments, the antigen
may be 1solated or dertved from C. perfringens bacteria that
have been 1mnactivated by any suitable method available to one
of ordinary skill in the art. Examples of such inactivation
methods include, but are not limited to, heat, formaldehyde,
formalin, binary ethylenimine (BEI), radiation, and beta-pro-
piolactone treatment. In particular embodiments, the C. per-
fringens bacteria may be nactivated by formalin treatment.

In certain embodiments, a method 1s provided for provid-
ing protection from and/or aid in the prevention of neonatal
diarrhea due to E. coli to a day old calf. In particular embodi-
ments the method comprises administering to a pregnant
heifer and/or pregnant cow an effective immunizing amount
of a vaccine composition against £. coli 5 to 7 months prior to
parturition of the calf, 1.e., at 2 to 4 months gestation. In
particular embodiments, the method comprises administering,
to a pregnant heifer an effective immunizing amount of a
vaccine composition against £. coli about 6 months prior to
parturition of the calf, 1.e., at about 3 months gestation.

In certain embodiments, the vaccine against £. coli may
comprise antigens that elicit an immune response to E. coli
K99 and/or F41 pilus. In particular embodiments, the vaccine
against I, coli may elicit an antibody response to E. coli K99
and/or F41 pilus in the pregnant heifer and/or pregnant cow,
and by passive transier to the calf. In certain embodiments,

the colostrum and the calf’s serum (following ingestion of

colostrum from the vaccinated cow/heifer soon after birth)
may comprise antibodies to E. coli K99 pilus and/or F41
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pilus. In particular embodiments the colostrum and the calf’s
serum (following ingestion of colostrum from the vaccinated
cow/heifer after birth) may comprise an antibody titer to K99
antigen of more than about 8.

In certain embodiments, the antigen may be an E. coli
bacterin. In additional embodiments, the antigen may be 1so-
lated or derived from E. coli that have been inactivated by any
suitable method available to one of ordinary skill 1n the art.
Examples of such methods include, but are not limited to,
heat, formaldehyde, formalin, binary ethylemimine, radiation,
and beta-propiolactone treatment. In particular embodi-
ments, the £. coli may be mactivated by formalin treatment.

In particular embodiments, a method 1s provided for pro-
viding protection from and/or aid in the prevention of neona-
tal diarrhea due to Bovine coronavirus (BCV) to a day old
calf, the method comprising adminmistering to a heifer and/or
cow pregnant with the calf an effective immunizing amount
of a vaccine composition against BCV 35 to 7 months prior to
parturition of the calf, 1.e., at 2 to 4 months gestation. In
particular embodiments, the method comprises administering,
to a pregnant heifer and/or pregnant cow an effective immu-
nizing amount of a vaccine composition against BCV about 6
months prior to parturition of the calf, 1.e., at about 3 months
gestation. In certain embodiments, the vaccine against BCV
may comprise antigens that elicit an immune response to
BCV. In certain embodiments, the vaccine against BCV may
clicit an antibody response to BCV 1n the pregnant heifer
and/or pregnant cow and/or 1n the calf following ingestion of
colostrum from the vaccinated dam. In certain embodiments,
the colostrum of the heifer and/or cow may comprise anti-
bodies to BCV.

In certain embodiments, the antigen may be an attenuated,
iactivated, or killed BCV. For example, the BCV can be
bovine coronavirus type 1 and/or type 3. Multiple strains of
BCYV can be included, such as a combination of BCV type 1
and type 3 either alone or together with other BCV types,
combinations of type 1 or type 3 with other BCV types, and
combinations of BCV types that do not include either BCV
type 1 and type 3. In certain embodiments, the antigen may be
1solated or derved from BCYV that have been inactivated or
killed by any suitable method available to one of ordinary
skill 1in the art. Examples of such methods include, but are not
limited to, heat, formaldehyde, formalin, binary ethylen-
imine, radiation, and beta-propiolactone treatment.

In certain embodiments, the antigen may be an attenuated,
inactivated, or killed rotavirus. Exemplary rotavirus strains
include strain G10, and strain G6. Multiple strains of rotavi-
rus can be included, such as a combination of rotavirus strains
(G10 and G6 either alone or together with other rotavirus
strains such as strain G8, combinations of G10 or G6 or GG8
with other rotavirus strains, and combinations of rotavirus
strains that do not include rotavirus strains G8 or G10 or G6.
In certain embodiments, the rotavirus antigen may be 1solated
or derived from rotavirus that have been mactivated or killed
by any suitable method available to one of ordinary skill in the
art. Examples of such methods include, but are not limaited to,
heat, formaldehyde, formalin, binary ethylenimine, radiation,
and beta-propiolactone treatment.

In certain embodiments, one or more cryptosporidium
antigens may be included in the vaccine. Such antigens can
be, for example, cryptosporidium proteins. In certain embodi-
ments the cryptosporidium proteins are recombinant pro-
teins. Recombinant cryptosporidium proteins can be readily
expressed by methodology well known 1n the art, e.g., an F.
coli expression system, a baculovirus expression system, or a
recombinant mammalian or avian recombinant virus, such as
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a recombinant bovine adenovirus. Examples of cryptospo-
ridium proteins that may be used as antigens include Cpl5/
60, Cp23, and P21.

Accordingly, the present invention provides methods for
use 1n healthy cows and heifers that aid 1n the prevention of
neonatal calf diarrhea caused by enterotoxigenic £. coli pilus
type 99 and/or E. coli pilus type 41, bovine Group A serotype
(6 and G10 rotaviruses; enterotoxemia caused by C. perfrin-
gens Type C and D strains; and as an aid 1n the control of
neonatal callf diarrhea caused by bovine coronaviruses.
Therefore, 1n certain embodiments, the vaccine composition
may comprise one or more other active components such as,
but not limited to, an antipathogenic component directed
against, or an antigenic component of, £. coli, E. coli bacterin
toxoid, £. coli K99 and/or F41 pili, bovine rotavirus (e.g.,
rotavirus strains G10 and/or G6 and/or G8), bovine coronavi-
rous (e.g., coronavirus strains type 1 and/or type 3) and/or
cryptosporidium.

In certain embodiments, the vaccine composition may
include one or more pharmaceutically acceptable adjuvants.
Examples of pharmaceutically acceptable adjuvants are well
known 1n the art, see, e.g. REMINGTON’S PHARMACEUTICAL SCI-
ENCES, 18th Ed. [Mack Publishing Co., Easton, Pa. (1990)] and
(GOODMAN AND (GILMAN’S, 1 HE PHARMACOLOGICAL BASIS OF 1 HERA-
peUTICS (107 ed. 2001). In certain embodiments, the adjuvant
can stimulate a cell-mediated immune response. In other
embodiments, the adjuvant can stimulate a humoral immune
response. In still other embodiments the adjuvant can stimu-
late both a cell-mediated immune response and a humoral
Immune response.

In certain embodiments, the vaccine composition may
comprise one or more pharmaceutically or veterinarily
acceptable carrier or diluents. Non-limiting examples of car-
riers or diluents that may be used in vaccine composition
formulations include HEPES buttfer, Fisher’s media, water,
saline, phosphate buifered saline, Hank’s solution, Ringer’s
solutions, dextrose/saline, glucose solutions, etc. The formu-
lations may contain pharmaceutically acceptable auxiliary
substances to enhance stability, deliverability or solubility,
such as buifering agents, tonicity adjusting agents, wetting
agents, detergents and the like. Additives may also include
additional active ingredients such as bactericidal agents or
stabilizers. For example, the solution may contain thimerosal,
gentamycin, sodium acetate, sodium lactate, sodium chlo-
ride, potassium chloride, calcium chloride, sorbitan mono-
laurate, and/or triethanolamine oleate. Compositions may be
sterilized by conventional, known sterilization techniques.

In certain embodiments, the vaccine composition may be
formulated 1n a dosage unit form to facilitate administration
and ensure uniformity of dosage. Herein, a “dosage unit” as 1t
pertains to the vaccine composition refers to physically dis-
crete units suitable as unitary dosages for a subject, each unit
containing a predetermined quantity of e.g., C. perfringens,
L. coli, bovine rotavirus, bovine coronavirus and/or
cryptosporidium antigen calculated to produce the desired
immunogenic effect i association with an adjuvant, carrier,
and/or vehicle.

In certain embodiments the vaccine composition may be
administered parenterally, for example, intramuscularly, sub-
cutancously, intraperitoneally, intradermally or the like.

Accordingly, embodiments of the mvention also provide
methods for the prevention and/or amelioration of C. perfrin-
gens, E. coli, bovine rotavirus, bovine coronavirus and/or
cryptosporidium infection in a calf that comprises adminis-
tering to a heifer and/or cow pregnant with the calf a vaccine
composition of the present invention at least about 6 months
prior to parturition, 1.¢., at about 3 months gestation
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In certain embodiments, the vaccine composition of the
invention may be administered, e.g., parenterally, 1n effective
amounts according to a schedule determined by the time of
potential exposure to C. perfringens, E. coli, bovine rotavirus,
bovine coronavirus and/or cryptosporidium. In this way, the
treated heifer and/or treated cow may have time to build
immunity prior to parturition and transier of passive immu-
nity to the calf. For example, one treatment schedule of the
present invention may include subcutaneous injection at least
5> months prior to parturition, 1.e., at about 4 months gestation.
A more typical treatment schedule for the present invention
may include subcutaneous injection at least 6 months prior to
parturition, 1.e., at about 3 months gestation. In certain
embodiments, more than one administration of the vaccine
composition may be provided to a heifer and/or cow pregnant
with a calf. By way of non-limiting example, a first adminis-
tration 1s made at about 6 months prior to parturition or at
about 3 months gestation of a calf, and a second at about 4
weeks after the first administration, 1.e., at about 5 months
prior to parturition or at about 4 months gestation of the calf.
In particular embodiments, the second administration of the
vaccine 1s at 3 to 5 weeks following the first administration. In
certain embodiments, subsequent annual vaccinations,
involves revaccination of a pregnant heifer and/or cow 5 to 7
weeks prior to calving. In other embodiments, subsequent
annual vaccinations, mmvolves revaccination of a pregnant
heifer and/or pregnant cow 5 to 7 months prior to calving. In
certain embodiments the vaccination and subsequent annual
revaccination 1s with a single 2 mL dose of vaccine.

As used herein the following terms will have the following
meaning:

As used herein “about 6 months prior to parturition” means
between 512 months to 612 months prior to parturition; “about
5 months prior to parturition” means between 412 months to
5% months prior to parturition; “about 5 to 6 months prior to
parturition” means between 4%2 months to 64 months prior
to parturition; and “about 5 to 7 months prior to parturition”
means between 414 months to 7% months prior to parturition.

As used herein “prior to parturition” 1s equivalent to “prior
to calving™.

As used herein, “about 3 months gestation” means between
214 and 3174 months gestation.

As used herein, “about 4 weeks” means between 2 to 6
weeks.

An “‘effective immunizing amount,” as used herein, may
vary depending upon the strain or strains of C. perfringens, L.
coli, bovine rotavirus, bovine coronavirus and/or cryptospo-
ridium used to generate the vaccine and 1s an amount that 1s
suificient (and/or more than suificient) to evoke a protective
immune response to the corresponding pathogen in the preg-
nant heifer and/or the pregnant cow and/or transier of protec-
tive passive immunity to the new-born callf.

“Protecting” or “providing protection to” does not require
complete protection from any indication of infection. Rather,
it means that protection 1s suificient such that, after challenge,
symptoms of the underlying infection are at least reduced,
and/or that one or more of the underlying cellular, physiologi-
cal, or biochemical causes or mechanisms causing the symp-
toms are reduced and/or eliminated. It 1s understood that
“reduced,” as used 1n this context, means relative to the state

ol the infection, including the molecular state o the infection,

not just the physiological state of the infection.
The following 1llustrative examples are provided to further
describe the invention.
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EXAMPLE 1

Evaluation of 6 Months Duration of Immunity for
Clostridial Fractions of a Bovine
Rotavirus-Coronavirus Vaccine, Killed Virus, C.
perfringens Type C&D, E. coli Bacterin-Toxoid

Introduction:

Enterotoxigenic . coli, bovine coronavirus, bovine rotavi-
rus and C. perfringens Type C and D strains have been
reported to be a major cause of neonatal calf diarrhea. Calves
less than one to two weeks old are highly susceptible to the
diseases caused by these organisms. Current product labels
for multivalent vaccines that comprise bovine Rotavirus-
Coronavirus, Killed Virus, C. perfringens Type C&D and F.
coli Bacterin-Toxoid recommend two doses (2 ml/dose)
administered subcutaneously to healthy, pregnant heifers/
cows, with the primary vaccination three months prior to
parturition and a booster 3-6 weeks following the nitial
administration. For subsequent annual vaccinations, the cur-
rent label recommends revaccinating with a single 2 mL dose
5-7 weeks prior to calving. This study demonstrates a protec-
tive titer to C. perfringens Type C&D by vaccination at six
months prior to partuition with a Bovine Rotavirus, Coronavi-
rus, C. perfringens Type C&D, and E. coli bacterin toxoid.

Study Protocol

Vaccine: Rotavirus, Coronavirus, £. coli, and C. perfrin-
gens Type C and D

Rotavirus, Coronavirus, E. coli antigens and C. perfringens
Type C and D antigens were produced according to standard
procedures 1n the art. Rotavirus and Coronavirus were 1nac-
tivated with BEI. Clostridium perfringens Type C, Type D
and E. coli were mactivated with formalin. Adjuvanting and
Blending were performed according to standard procedures
in the art. Sterility, safety and potency testing was conducted.
Normal saline was used as the placebo.

Amimals: Pregnant heifers at approximately 3 months ges-
tation (approximately 6 months prior to parturition) with an
initial age of greater than or equal to 13 months of age were
vaccinated. The calves were newborns. The animals tested
were cross-bred beef cattle (31 pregnant heifers and 31 bull or
heifer calves). Pregnant heifers and their calves were 1denti-
fied using umique double ear tags.

Inclusion Critenia/Exclusion Criteria: Healthy heifers that
were pregnant and at approximately 3 months gestation were
included 1n the study 11 they had a low antibody titer for the C.
perfringens beta and epsilon toxins, and the £. coli pilus
antigen. One heifer 1n the vaccinated group was later found to
be open and excluded from the study. One calf 1n the control
group was weak and unable to stand after birth. Samples from
the corresponding heifer were not tested.

Housing and Animal Husbandry: Animals were subjected
to normal good husbandry practices throughout the study.
Routine procedures were standardized across all animals.
Heifers were housed on a pasture and did not come in direct
contact with any other animals at the farm. The heifers 1n the
two groups were comingled. Animals were supplied with
water ad libitum throughout the study. The heifers were fed
diets that met NRC nutrient requirements for cattle at their
current production phase. No concurrent/concomitant medi-
cations or therapies were given.

Experimental Procedures:

Pre-Vaccination Monitoring: A blood sample was col-
lected from all heifers prior to vaccination on day 0 to deter-
mine antitoxin titer to beta and epsilon toxin. All heifers were
given a physical examination prior to vaccination on study

day 0.
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Administration of the Vaccine: Heifers at approximately 3
months gestation (e.g., 6 months before parturition) were
vaccinated with 2 mL of the vaccine or placebo as previously
described. The heifers were vaccinated by subcutaneous
route 1n the mid-portion of the neck. A similar booster dose
was administered 4 weeks following 1nitial vaccination.

Post-Vaccination procedures: A blood sample was col-
lected from all heifers just prior to or immediately after calv-
ing. Blood samples were collected from calves on the second
day after birth following ingestion of colostrums. Colostrum
was collected from each heifer immediately after calving.
Colostrum samples were obtained from each heifer by milk-

ing an approximately equal volume of secretions from each
quarter 1into one tube. Samples were frozen at -1020 C. or
colder until processed.

Analytical Methods: Antitoxin Titer 1n Serum and Colos-
trum: Toxin neutralization titers (Antitoxin Units) in sera and
colostrum were evaluated according to the 9 CFR regulations
excepting that the test was conducted using cattle sera and/or
colostrum.

Data Analysis:

Outcome Vaniables: The Primary Variable was the colos-
trum antitoxin titer to C. perfringens type C beta toxin and C.
Perfringens type D epsilon toxin and the antitoxin titer in
serum of day old calves. The Secondary Variable was the
antitoxin titer in sera of heifers. The experimental unit was the
pooled and individual colostrum from heifers and pooled sera
from calves. The number of replicates per Treatment was 21
heifers and 21 calves born to vaccinated heifers: 10 heifers
and 10 calves born to control heifers.

Test Validity and Acceptability Critenia: The study was
valid as placebo control heifers showed no increase 1n anti-
toxin titer indicating that there was no natural exposure to
infection. Importantly, antitoxin titer 1n the colostrum pool
met the levels accepted as protective.

Results and Discussion

Heiters Gestation: Calving dates ranged from 154-2035
days after first vaccination. The first dose of vaccine was
administered 5 to 6 months prior to calving.

Immune Response to Clostridial Fractions:

Antitoxin Titer to C. perfringens type C beta toxin: Heifers
serum and colostrum: The assay was {irst conducted using
pooled samples. The pools were prepared by adding equal
amounts of individual sample from each animal 1n the treat-
ment group. The antitoxin titers to beta toxin for both vacci-
nate and control groups are shown 1n Table 1. The antitoxin
titer in sera of control heifers at the time of vaccination was <1
AU and the titer remained unchanged at the conclusion of the
study. These results confirm that there was no exposure to
natural infection. The pooled sera from the vaccinate group
had a titer of <1 AU at the time of vaccination and 1-5 AU at
the time of calving. Typically, the antibody titer 1n the serum
of heifers drops as the heifer approaches calving time due to
migration of lymphocytes to mammary gland. The colostrum
pool from vaccinated heifers had a titer of 20-25 AU. The
results indicate that the colostrum titer 1s above the accepted
level for protection (>>10 AU). Individual colostrums samples
from only the vaccinate group were then tested: with 71.4%
(15/21) of the vaccinated heifers having a colostrums titer
of =10; while 28.6% (6/21) of the vaccinated heifers had a
colostrum titer of =3.

Antitoxin Titer to C. perfringens type C beta toxin: Serum
Titer 1n Calves: The antibody titer 1n sera of calves born to
control and vaccinated heifers are shown 1n Table 2. The sera
from the control group had a titer of <1 AU and the sera from
the vaccinated group had a titer of 5-10 AU.
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Antitoxin Titer to C. perfringens type D epsilon Toxin:
Heifers serum and colostrum: The antitoxin titers to epsilon
toxin for both vaccinate and control group are shown 1n Table
3. The antitoxin titer 1n sera of control heifers at the time of
vaccination was <1 AU and the titer remained unchanged at
the conclusion of the study. These results confirm that there
was no exposure to natural infection. The pooled sera from
the vaccinate group had a titer of <1 AU at the time of vacci-
nation and 1-2 AU at the time of calving. The colostrum pool
from vaccinated heifers had a titer of >2 AU. The results
indicate that the colostrum titer 1s above the accepted level for
protection (£2 AU). Individual colostrum samples {from only
the vaccinate group were then tested, with 71.4% (15/21) of
the vaccinated heifers having a colostrums titer of =2.

Antitoxin Titer to C. perfringens type D epsilon Toxin:
Serum Titer 1n Calves: The antibody titer 1n sera of calves
born to control and vaccinated heifers are shown in Table 4.
The sera from control group had a titer of <1 AU and the sera
from vaccinated group had a titer of 1-2 AU.

Conclusions:

The serum pool from control heifers showed no change in
antibody titer throughout the study suggesting that there was
no exposure to natural infection. The sera from vaccinated
heifers collected at the time of calving had an antitoxin titer to
both beta and epsilon toxin. The colostrums from vaccinated
heifers had an antitoxin titer to both beta and epsilon toxin at
a higher level than 1s considered to be protective. The calves
born to the vaccinated heifers had an antitoxin titer 1n their
sera confirming the transfer of passive antibodies. The data
demonstrate that the heifers can be vaccinated as early as 6
months prior to calving and still show a satisfactory level of
antitoxin titer 1n the colostrum for passive transier.

EXAMPLE 2

Efficacy of the £. coli K99 Fraction of a Bovine
Rotavirus-Coronavirus Vaccine C. perfringens Type
C&D-FE. coli Bacterin-Toxoid Administered Six
Months Prior to Parturition

Introduction:

Enterotoxigenic £. coli, bovine coronavirus, bovine rotavi-
rus and C. perfringens Type C and D strains have been
reported to be a major cause of neonatal calf diarrhea. Calves
less than one to two weeks old are highly susceptible to the
diseases caused by these organisms. The current product label
for a bovine Rotavirus-Coronavirus Vaccine-C. perfringens
Type C&D-E. coli Bacterin-Toxoid vaccine recommends two
doses (2 mL/dose) administered subcutaneously to healthy,
pregnant heifers/pregnant cows, with the primary vaccination
three months prior to parturition and a booster 3-6 weeks
following the 1mitial administration. For subsequent annual
vaccinations, the current label recommends revaccinating
with a single 2 mL dose 5-7 weeks prior to calving. This study
demonstrates the efficacy of the £. coli fraction of a Bovine
Rotavirus, Coronavirus, C. perfringens Type C&D, and F.
coli bacterin toxoid with an 1nitial vaccination at six months
prior to parturition.

Study Design and Experimental Procedures:

The present study was conducted concurrently with the
study presented in Example 1 with the same amimals. All
vaccination procedures and samplings are detailed in
Example 1. Further actions, tests, and data collected beyond
Example 1 are presented below.

Pre-Challenge Procedures: Each calf was allowed to nurse
prior to the challenge with virulent £. col.
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Challenge: A heterologous E. coli challenge culture was
used to challenge all calves. The calf was returned to the cow
immediately following the challenge.

Post-Challenge Monitoring: For ten days following the
challenge the calves were observed for clinical signs includ-
ing 1ncidence of scours, severity of scours, degree of dehy-
dration/depression and death.

Blood Samples: A blood sample was collected from each
calf on day 1 after ingestion of colostrum to determine anti-
body titer to E£. coli K99 pili.

Fecal samples: Samples of feces were collected from
calves on days 0 through 5 following challenge and frozen
at —10° C. or colder until assayed for 1solation of £. coll.

Necropsy/Disposition: Post-Challenge Necropsy Obser-
vations & Specimens: A postmortem examination was per-
formed on all calves that died following . coli challenge to
determine the cause of death.

Analytical Methods:

Serum Antibody Titer to £. coli K99 pilus antigen: The
antibody ftiter to £. coli K99 pilus antigen in serum and
colostrum was determined according to procedures standard
in the art, e.g., by a microagglutination test.

E. coli K99 1solation: Samples of feces were collected from
calves following challenge and were tested for E. coli K99
according to standard procedures 1n the art. £. coli was 1s0-
lated on selective agar plates and these colonies were tested
for K99 expression by an agglutination test using specific
antiserum.

Data Analysis:

Outcome Variables: Primary Variable: Mortality due to
scours; Secondary Variable: Severity of scours, dehydration/
depression, antibody titer 1n colostrum and sera. The Experi-
mental Unit was each individual calf. The number of repli-
cates per treatment: 21 calves born to vaccinated heifers and
10 calves born to control heifers.

Test Validity and Acceptability Critenia: Validity: The
study was valid as placebo-control heifers showed no
increase 1n antibody titer indicating that there was no natural
exposure to mifection. The test was valid as more than 60%
percent of calves born to control heifers died following chal-
lenge. Acceptability: Calves born to control heifers showed
significantly higher (P=0.05) mortality, severity of scours
and dehydration/depression.

Results and Discussion

Heiters Gestation: Gestation status of the heifers at the
time of vaccination 1s shown in Example 1 above. The calving
dates ranged from 154-205 days after first vaccination. The
first dose of vaccine was administered 5 to 6 months prior to
calving.

Efficacy for E. coli K99 fraction: Mortality: As shown 1n
Table 6, 80% (8/10) of the calves born to control heifers died
tollowing challenge. A total of 14% (3/21) calves born to
vaccinated heifers died following challenge. The mortality in
the control group was significantly higher than the vaccinate
group (p=0.0007). The prevented fraction estimate for mor-
tality was 82.1%, 93% CI (47.2%, 96.2. %). Necropsy find-
ings confirmed that all calves died due to severe dehydration
as a result of severe scours.

Severity of Scours: Two of ten control calves were not
scored for clinical signs of scours due to early mortality.
Seventy-five percent (6/8) of the remaining controls showed
signs ol severe scours compared to 28.6% (6/21) of vacci-
nates. The vaccine and control group were significantly dif-
terent for severe scours (p=0.0382). The preventive fraction
estimate for severe scours was 61.9%, 95% CI (-2.2%, 86,
19). The maximum daily score for scours was significantly
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higher 1n the controls compared to vaccinates (median=4 in
the control group vs. median=2 in the vaccine group,

P=0.0139).

Degree of Dehydration/Depression: Two of 10 control
calves were not scored for dehydration/depression due to
carly mortality. Seventy-five percent (6/8) of remaining con-
trol calves showed signs of severe dehydration/depression
compared to 5% (V21) of vaccinates. The severity of dehydra-
tion/depression for control group was sigmficantly higher
(p=0.0004) compared to vaccinate group. The preventive

fraction estimate for severe dehydration/depression was
93.5%, 95% CI (66.3%, 99.8). The maximum daily score for

dehydration/depression was significantly higher in the con-
trols compared to vaccinates (median=4 in the control group
vs. median=0 1n the vaccine group (p=0.0005).

K99 Antibody Titers in Heifer’s Serum, Calf Serum and
Colostrum: Group geometric mean antibody titers are shown
in Table 6. The control heifers had a pre-vaccination geomet-
ric mean titer of 4 and the titer did not change at the time of
calving (geometric mean=4). These results indicate that there
was no environmental exposure to £. coli infection. The vac-
cinated heifers had a pre-vaccination serum geometric mean
titer of 4 which increased to 51 at Day 101 and 27 at the time
of calving. The colostrum from the vaccinated and control
heifers had a geometric mean titer of 92 and 9, respectively.
The post-vaccination antibody titer 1n the serum and colos-
trum of vaccinated heifers was significantly higher than the
controls (p<t0.0001).

K99 Antibody Titers in Calves: The sera from the control
group had a geometric mean titer of 4 whereas the sera from
the vaccinate group has a titer of 16. The antibody titer in the
sera of the vaccinated group was significantly higher
(p=0.0079) compared to the controls.

Isolation of E. coli From Fecal Samples: Fecal samples
from 2 calves 1n the control group were not collected due to
carly mortality. E. coli was re-1solated from the feces of all
remaining 8 calves in the control group. E. coli was re-1s0-
lated from 20 out of 21 calves 1n the vaccinate group.

Isolation of E. coli From Intestinal Scrapings of Dead
Calves: E. colipositive for K99 were 1solated from 75% (6/8)
of intestinal scrapings of dead calves in the control group. £.
coli positive Tor K99 were 1solated from 67% (2/3) of dead
calves from the vaccinate group. Data on mortality confirm
that the £. coli K99 1s the cause of death.

Conclusions:

Eighty percent of the calves born to control heifers died
tollowing the challenge with E. coli showing that the chal-
lenge was suiliciently virulent to judge the vaccine efficacy.
The calves born to vaccinated heifers had statistically signifi-
cantly lower mortality compared to calves born to control
heifers. The calves born to control heifers had significantly
higher scours and dehydration/depression scores than calves
born to vaccinated heifers. The vaccinated heifers demon-
strated significantly higher antibody titer to K99 pilus antigen
in serum and colostrum compared to controls. The serum of
calves born to vaccinated heifers demonstrated significantly
higher antibody titer to K99 pilus antigen.

EXAMPLE 3

Demonstration of Immunity for Coronavirus
Fractions of a Bovine Rotavirus-Coronavirus
Vaccine-C. perfringens-E. coli Type C&D Bacterin
Toxoid Vaccine when Administered to Heifers
Approximately Six Months Prior to Parturition

Introduction:

It 1s common practice for producers to pregnancy check
cows at approximately 3 months gestation. Therefore, 1t

10

15

20

25

30

35

40

45

50

55

60

65

14

would be advantageous to vaccinate at 3 months gestation as
opposed to the current recommendation of 6 months gestation
(3 months prior to parturition) 1n order to provide cost and
labor benefits as well as result 1n less stress for the animals.
Previous studies were conducted to establish the minimum
colostrums antibody titer, which protects against BCV. The
results of these studies demonstrated a good correlation
between colostrum antibody titer and passive protection in
neonatal calves. This study demonstrates colostrum titers
above the minimum protective antibody level against BCV
when pregnant heifers are vaccinated at 3 months gestation (6
months prior to parturition).

Study Protocol

Vaccine: Rotavirus, Coronavirus, £. coli and C. perfrin-
gens Type C and D. The antigen fractions were produced
according to standard procedures 1n the art. Adjuvanting and
blending were performed according to standard procedures in
the art. Sterility, safety and potency testing were also con-
ducted. The placebo used was phosphate butiered saline.

Study Design

The fifty Heifers in the study were estimated to be 20 to 36
months old at enrollment and pregnant for approximately
32-355 days, based on the preliminary examination. The breed
was Holstein. The heifers had an initial Body Weight Range
of 370-475 kg. The 1dentification method employed was an
ear tag.

Inclusion/Exclusion Criteria: Pregnant heifers, in good
health, free of clinical signs of disease and with low antibody
titers to BCV were included. One heifer from Group 2 was not
pregnant and therefore, was excluded 1n the analysis.

Housing and Animal Husbandry: Heifers were acclimated
to the test facility for at least 2 weeks prior to first vaccination.
The heifers were pastured and housed 1n open barns with
suificient space for their size and condition. They were seg-
regated from other cattle at the facility. Heifers were fed a
ration that met or exceeded NRC requirements for their age
and stage of gestation. Water was provided ad libitum.

Experimental Procedures

Pre-Vaccination Monitoring/Acclimation: Blood samples
were collected prior to purchase of the heifers. Heifers were
examined and palpated on study day 0 to confirm good health
and pregnancy.

Vaccination: Heifers were vaccinated with the appropriate
test product on days 0 and 34. All vaccinations were admin-
1stered by subcutaneous injection 1n the side of the neck, 2 mL
per dose. Twenty-five heifers were vaccinated with the test
vaccine, whereas twenty-four were administered the placebo.

Post-Vaccination Procedures: Blood was collected from all
amimals on the day of first vaccination (study day 0), the day
of the second vaccination (study day 34), four weeks atter the
second vaccination (study day 62), at approximately 6, 7 and
8 months gestation, as well as on the day of calving. Heifers
were observed daily for general health from acclimation until
they were close to calving. At approximately 2 weeks prior to
parturition, based on expected calving date or clinical signs
indicating parturition may be imminent (e.g., swollen udder,
relaxed pelvic ligaments), the heifers were observed at least 3
times daily for health and onset of parturition.

Assistance was provided during parturition, as required.
The calves were removed from the cows belfore they could
suckle, and the udders were checked for mastitis. Heifers
were milked within 2 hours of calving and again 10-12 hours
alter calving. All samples were stored frozen at —10° C. or
colder until testing.

Analytical Methods:

BCV Colostrum and Serum Antibody Assay: Antibody
titers to BCV 1n colostrum samples were evaluated by indirect
immunofluorescence assay per standard procedures. Titers
were calculated using the Spearman Karber method and

reported as FAID./mlL.
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Data Analysis The primary variable 1s the colostrum anti-
body titer to BCV. The experimental unit i1s the individual
heifer colostrum. The number of replicates per treatment
were twenty-five vaccinates and twenty-four control heifers.

Test Validity and Acceptability Criteria: The study met the
acceptability criteria for the BCV {fraction as the sera and

colostrum from vaccinated heifers showed significantly
higher antibody titers compared to controls.

Results and Discussion:

Serum Antibody Titer to BCV Type 1: Serum neutralizing
antibody titers to BCV were evaluated from sera collected
prior to vaccination, on Day 0, at the time of booster vacci-
nation (Day 34), Day 62, at approximately 6, 7, and 8 months
gestation as well, as on the day of calving (see, Table 7).

The geometric mean titer (GMT) of the vaccinate group

peaked at Day 62 (GMT 4360). Although the titers slightly

declined at 6, 7, and 8 months post vaccination, they remained
high as compared to the control group. The GMT for both the
vaccinate and the control groups dropped at the time of calv-
ing, probably due to the migration of immunoglobulin to the
mammary glands. Group geometric mean serum titers to
BCYV Type III are shown 1n Tables 8. The antibody response
was similar to BCV Type 1 as the vaccinate group titers
remained higher than the control group throughout all time
points.

Colostrum Antibody Titer to BCV: Group geometric mean
colostrum antibody titers for BCV-Type I are shown 1n Table
9. The GMT of BCV-Type I for vaccinates and controls were
7538 and 1039, respectively. Group geometric mean colos-
trum antibody titers for BCV-Type III are shown 1n Table 10.
The GMT of BCV-Type III for vaccinates and controls were
65177 and 790, respectively.

Establishing Minimum Colostrum Antibody Units for Pro-
tection for BCV {fraction. The mimimum colostrum antibody
titer needed to provide passive protection in neonatal calves
for the coronavirus fraction was previously established. The
percentage of heifers 1n the vaccinate and control groups
which had BCV Type I colostrum protective antibody titers,
above the minimum protective level was 72% and 21%.,
respectively (see, Table 9). The prevented fraction vaccine
elficacy was 64.6% (95% confidence interval 31.4%, 85.0%).

Conclusions:

Seventy two percent (72%) of the heifers 1n the vaccinate
group demonstrated colostral antibody titers at or above the
protective level six months following vaccination. The pre-
ventative fraction for efficacy was 64.6%. Only 21% of the
heifers in the control group, Group 2, had BCV Type I colos-
trum antibody ftiters above the minimum protective titer.
These results indicate that administration of the vaccine at 3
months gestation (6 months prior to parturition) induced an
adequate level of protective colostrum antibody titer for the
coronavirus fraction.

TABLES

TABL.

(L]

1

Antitoxin Titer to C. perfringens Type C Beta
Toxin in Pooled Sera and Colostrum of Heifers.

Antitoxin titer (Units/ml.)

Group Prior to vaccination  Atthe time of calving  Colostrum

Control <1 <1 <1
Vaccinate <1 1-5 20-25
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TABL.

(Ll
o

Antitoxin Titer to C. perfringens Type C
Beta Toxin in Pooled Sera of Day Old Calves.

Group Antitoxn titer (Units/mL)
Control <1
Vaccinate 5-10

TABLE 3

Antitoxin Titer to C. perfringens Type D Epsilon
Toxin in Pooled Sera and Colostrum of Heifers.

Antitoxin titer (Units/mL)

Group Prior to vaccination At the time of calving  Colostrum

Control <1 <1 <1

Vaccinate <1 1-2 =2
TABLE 4

Antitoxin Titer to C. perfringens Type D Epsilon
Toxin 1n Pooled Sera of Day Old Calves.

Group Antitoxin titer (Units/mL)
Control <1
Vaccinate 1-2

TABLE 5

Mortality in Calves Born to Vaccinated and Control Heifers
Following Heterologous Challenge with £. coli.

No. of calves died/Total

Group challenged % Mortality

Control 8/10 80

Vaccinate 3/21 14
TABLE 6

Antibody Titer to K99 Antigen in Serum and Colostrum of Vaccinated
Heifers, Control Heifers, and in Serum of Day Old Calves.

Heifer Serum Titer Calf Serum

Day Day At Colostrum  Titer After
Group 0 101 Calving Titer Nursing
Vaccinate Group 4 51 27 92 16
Geometric Mean
Titer
Placebo Control 4 7 4 9 4
Group Geometric
Mean Titer
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TABLE 7

BCV Type 1 Serum Neutralization GMT Summaxry.

18

BCV
0 DPV2/ 6 Mos. 7Mos & Mos. Dayof
Group Pre 0DPV1 34DPV1 64 DPV1 Gest Gest. Gest. Calving
Group 1 215 244 2937 4360 1017 1607 1128 355
(Vaccinates)
Group 2 246 237 1552 873 274 501 391 123
(Placebo)
DPYV: Days post vaccination
TABLE 8
BCV Type III Serum Neutralization GMT Summary.
BCV
0 DPV2/ -6 Mos. -7 Mos -8 Mos. Day of
Group Pre O0DPV1 34DPV1 64DPV1  Gest Gest. Gest. Calving
Group 1 236 197 2195 1722 867 942 849 516
(Vaccinates)
Group 2 214 200 1152 377 274 370 352 256
(Placebo)
DPYV: Days post vaccination
TABI F © 4. The method of claim 1 wherein the antigen 1s an 1nacti-

Group Geometric Mean Antibody Titers to BCV Type L

Group Geometric Mean  Percent of Heifers Showing

Antibody Titer Antibody Units Above
Group to BCV Type | Minimum Protective Level
Group 1 7538 18/25 =72%
(Vaccinates)
Group 2 (Placebo 1039 5/24 =21%
Controls)

TABLE 10
Group Geometric Mean Antibody Titers to BCV Type III.
Group Geometric Mean  Percent of Heifers Showing

Antibody Titer Antibody Units Above
Group to BCV Type III Minimum Protective Level
Group 1 6517 20/25 = 80%
(Vaccinates)
Group 2 (Placebo 790 5/24 = 21%
Controls)

What 1s claimed 1s:

1. A method for aiding in the prevention of neonatal diar-
rhea comprising administering a vaccine to a pregnant bovine
at about 5 to 7 months prior to parturition; and after parturi-
tion, providing a calf with colostrum from the bovine;
wherein the vaccine comprises an antigen from a pathogen
associated with neonatal diarrhea; and wherein the antigen 1s
selected from the group consisting of an mactivated Escheri-
chia coli (E. coli) or an extract thereof; an inactivated bovine
rotavirus; a bacterin toxoid from Clostridium perfringens (C.
perfringens); and a recombinant Cryptosporidium protein.

2. The method of claim 1 wherein the antigen 1s an inacti-
vated E. coli or an extract thereof.

3. The method of claim 2 wherein the extract 1s a cell-free
extract of E. coli pilus type K99.
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vated bovine rotavirus.

5. The method of claim 4 wherein the vaccine further
comprises a second inactivated bovine rotavirus strain;
whereby the vaccine comprises two different bovine rotavirus
strains.

6. The method of claim 1 wherein the antigen 1s a bacterin
toxoid from C. perfringens.

7. The method of claim 6 wherein the bacterin toxoid from
C. perfringens 1s from C. perfringens types C and D.

8. The method of claim 1 wherein the antigen 1s a recom-
binant Cryptosporidium protein.

9. The method of claim 1, further comprising administer-
ing the vaccine as a booster vaccine 2 to 6 weeks after said
administering of the vaccine.

10. The method of claim 1 wherein said administering of
the vaccine 1s performed about 6 months prior to parturition.

11. The method of claim 10, further comprising adminis-
tering the vaccine as a booster vaccine 2 to 6 weeks after said
administering of the vaccine.

12. A method for aiding in the control of neonatal diarrhea
comprising administering a vaccine to a pregnant bovine at
about 5 to 7 months prior to parturition; and after parturition,
providing a calf with colostrum from the bovine; wherein the
vaccine comprises an 1mactivated bovine coronavirus strain.

13. The method of claim 12 wherein the vaccine further
comprises a second inactivated bovine coronavirus strain;
whereby the vaccine comprises two different bovine coro-
navirus strains.

14. A method for providing passive immumty against
enterotoxemia, comprising administering a vaccine to a preg-
nant bovine at about 5 to 7 months prior to parturition; and
alter parturition, providing a calf with colostrum from the
bovine; wherein the vaccine comprises a bacterin toxoid from
C. perfringens types C and D.

15. The method of claim 14 wherein said administering of
the vaccine 1s performed about 6 months prior to parturition.

16. The method of claim 14, turther comprising adminis-
tering the vaccine as a booster vaccine 2 to 6 weeks after said
administering of the vaccine.
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17. A method for aiding in the prevention of neonatal
diarrhea comprising administering a vaccine to a pregnant
bovine at about 5 to 7 months prior to parturition; and after
parturition, providing a calt with colostrum from the bovine;
wherein the vaccine comprises a cell-free extract of E. coli
pilus type K99, two inactivated bovine coronaviruses, two
inactivated rotaviruses, and a bacterin toxoid from C. perfrin-
gens; types C and D.

18. The method of claim 17 further comprising a recombi-
nant Cryptosporidium protein.

19. The method of claim 18 wherein said administering of
the vaccine 1s performed about 6 months prior to parturition.

20. The method of claim 17, further comprising adminis-
tering the vaccine as a booster vaccine 2 to 6 weeks after said
administering of the vaccine.

21. A method for providing passive immunity against neo-
natal diarrhea, comprising administering a vaccine to a preg-
nant bovine at about 5 to 7 months prior to parturition; and
alter parturition, providing a calf with colostrum from the
bovine; wherein the vaccine comprises an antigen from a
pathogen that has been associated with neonatal diarrhea; and
wherein the antigen 1s selected from the group consisting of
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an mactivated Escherichia coli (E. coli) or an extract thereof;
an 1mactivated bovine rotavirus; an inactivated bovine coro-
navirus; a bacterin toxoid from Clostridium perfringens (C.
perfringens); and a recombinant Cryptosporidium protein.

22. A method for aiding in the prevention of neonatal
diarrhea while reducing the number of separate occasions a
producer 1s required to assemble cattle comprising adminis-
tering to a pregnant bovine an effective immunizing amount
ol a vaccine on the same occasion that the bovine 1s checked
for pregnancy; and aifter parturition, providing a calf with
colostrum from the bovine; wherein the vaccine comprises a
cell-free extract of E. coli pilus type K99, two inactivated
bovine coronaviruses, two 1mactivated rotaviruses, and bacte-
rin toxoid from C. perfringens types C and D; and wherein the
number ol separate occasions a producer 1s required to
assemble the cattle 1s reduced.

23. The method of claim 22 further comprising a recombi-
nant Cryptosporidium protein.

24. The method of claim 22, further comprising adminis-
tering the vaccine as a booster vaccine 2 to 6 weeks after said
administering of the vaccine.
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